For cell cycle analysis, cells were harvested, washed with phosphate-buffered saline (PBS), and then fixed in 70% ice-cold ethanol at 4°C overnight. Cell cycle assays were performed using a BD Pharmingen (BD Biosciences, Sparks, MD, USA) according to the manufacturers' protocols. Analysis was performed on a FACS Calibur flow cytometer (BD Biosciences).
Wound healing assays. Cells were grown to full confluence in 24-well plates and scratched with a 1000 μL sterile pipette tip. The medium without FBS was changed to remove detached cells. Six images/well were acquired at 4× magnification after 24 and 48 h, and the open wound areas (relative to at 0 h) were quantified with ImageJ. Data represent the mean ± standard deviation (SD) of 3 replicates.
Results are representative of 3 independent experiments.
Transwell and invasion assays. Transwell and invasion assays were performed using modified two-chamber plates with a pore size of 8 μm. Medium without FBS was placed in the top chamber and medium with 20% FBS was placed in the bottom chamber. Transwell filter inserts with or without Matrigel (BD Biosciences, Bedford, MA) coating were used, respectively, for invasion and Transwell assays. After 24 h incubation, cells on the upper side of the filter were removed with cotton swabs.
Cells that had migrated to the lower surface of the filter were fixed in 4% paraformaldehyde and stained with crystal violet. The migratory cells in 5 random 10× fields per well were counted. Three independent experiments were performed.
Transcriptome profiling analysis. Total RNA was isolated from AMC-2-siGTSE1 and AMC-2-siCTL cells and quantified using a NanoDrop 1000 Spectrophotometer (Thermo Scientific).
RNA integrity was assessed with an Agilent Bioanalyzer 2100 (Agilent Technologies). A total amount of 3 μg RNA per sample was used as input material for RNA sample preparation. Sequencing libraries were generated using the NEBNext® UltraTM RNA Library Prep Kit for Illumina® (New England Biolabs, USA) following the manufacturer's recommendations. After cluster generation, the library preparations were sequenced on an Illumina HiSeq platform and 125-150 bp paired-end reads were generated. Differential expression analysis of the 2 conditions (2 biological replicates per condition) was performed using the DESeq2 R package. The resulting P-values were adjusted using Benjamini and Hochberg's approach to control the false discovery rate. Genes with an adjusted P-value <0.05 were considered differentially expressed. Figure S2
